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Phy:ical map of the fusion gene including Tac promoter,fusion

protein gene and part of pUC1e polylinker of pJGac2
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Fig,2 Restriction map of pJGzoz
a.BamHI; b, EcoRI;c. A DNA digested by Hind} ;
d, Smalje, Hind III/EcoRI
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Fig.3 SDS-PACE analysis of the
expression product of pJGzoz
a.Total protein of E,coli IM10s transformed
with pUCi9,b, As(a)transformed with
pJGz202,c, Purified protein by sonication and
centrifugation from(b),d, Molecular weight
marker(from big to small),Phosphorylase
bs;albumin, actin, carbonic anhydrase, TMV
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Fig.4 Sephadex G50 separation of the
purified inclusion bodies of pJGzoz
after CNBr cleavage and sulfitol-
ysis, Fraction II is the crude S-
-sulfonated human proinsulin
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Fig,5 HPLC analysis of the oxidation
prodcts of partially purified S-
-sulfonated recombinant human
proinsulin
a. The oxidation products alone,b.
Recombinant human proinsulin standard,
c.As(a)with the addition of (b),d.Purified
recombinant human proinsulin
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Table 1 Amino acid composi’qiqn
analysis of the recombinant
human proinsulin

Expected Found
Arsp ) 4 5.5
Thr ’ 3 . 5.3
Ser 5 4.3
Glu 15 14,7
Pro 3 " 8.3
Gly 11 11,0
Ala 4 L 5.1
Val 8 5,6
Tla 2 2.9
Leu 12 11,0
Tyr 4 3.3
Phe 3 3,0 -
Lys 2 2.0
Hig 2 1.9
Arg 4 4,3
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Fig.e Receptor binding assay of
recombinant human proinsulin
© human proinsulin standard,@ purified
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Fig.7 Radioimmuno assay of recombinant
humoan proinsulin -
O human proinsulin standard, @ purified
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Expression of A Fusion Protein Containing Calf
Prochymosin(1—181)and Human Proinsulin
with 249 Amino Acids

Tang Jianguo Xue Yingzi Fan Xianbin Fu Yixin
(National Leboratory for Protein Engineering and Plant Genetic
Engireering ,Peking University, Beljing 100371}

The plasmid pJG202 containing Tac promoter,calf prochymosin B(1—
161)gene and human proinsulin geme was constracted and transformed
into E ,coli JM105,The axpression of the fusion protein was controlled
by IPTG and temperature and the expressed protein was estimated to be
20—35% of the total cellular proteins by scanning of the SDS- PAGE gel
stained by coomassie brilliant blue R250,After CNBr cleavage,sulfitolysis,
partial separation of the S~-sulfonated- buman proinsulin and recombin-
ation of the disulfied bonds human proinsulin with native property as
avidenced by amino acid composition analysis,receptor binding and radio
immuno assays could be obtained,
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